Introduction {#s1}
============

Colorectal cancer is one of the major causes of cancer morbidity and mortality worldwide; it represents the third most cause of cancer death in the United States \[[@BCJ-477-1409C1]\]. The economic burden due to colorectal cancer is huge; the total estimated direct medical cost of colorectal cancer care is more than \$15 billion per year in the United States \[[@BCJ-477-1409C2]\]. This deadly disease starts with the formation of small, benign adenomatous polyps in the colonic epithelial layer that turns into advanced adenoma with high-grade dysplasia; over time, it progresses to an invasive carcinoma (tumor--node--metastasis stages I and II) \[[@BCJ-477-1409C3]\]. If left untreated, invasive colorectal carcinoma transforms into stage III metastatic cancer, which spreads to regional lymph nodes and finally metastasizes to distant organ sites (stage IV) \[[@BCJ-477-1409C3]\]. Molecular events involved in the initiation and progression of colorectal cancer include genetic predisposition, chromosomal instability, and defect in DNA repair mechanisms. These events ultimately lead to the acquisition of multiple tumor-associated mutations, epigenetic changes (e.g. aberrant DNA methylation), dysregulation of miRNAs, amplification or increased activity of specific oncogenes and suppression or inactivation of specific tumor suppressors, which re-program metabolic pathways and drive cancer initiation, growth, and metastasis \[[@BCJ-477-1409C7]\].

For several decades, glucose transport and glucose utilization were at the center of cancer-cell metabolism, supported by several factors such as the Warburg phenomenon (i.e. aerobic glycolysis), lactic acid production, and success of PET scans based on glucose transport for cancer detection \[[@BCJ-477-1409C10],[@BCJ-477-1409C11]\]. In recent years, however, amino acid transport and amino acid utilization have come to the forefront in the area of cancer-cell metabolism. The reason for this shift is the recognition that amino acids play much broader biological functions than glucose that are critical for tumor growth and also that amino acid metabolism feeds into the same metabolic pathways where glucose is known to participate. The terms such as 'glutamine addiction\' and 'glutaminolysis\', which have become common in the vocabulary describing cancer-cell metabolism, attest to the importance of amino acids in cancer biology. Even here, the initial focus was on amino acid metabolism; the fact that there is no amino acid metabolism without the transporters that feed the amino acid substrates into these metabolic pathways did not receive much attention. This has changed in recent years \[[@BCJ-477-1409C10]\]. To satisfy the increased demand for amino acids, different tumors selectively up-regulate different amino acid transporters based on their molecular signature and metabolic profile. Published reports provide convincing evidence for the up-regulation of four amino acid transporters, namely SLC7A5, SLC7A11, SLC1A5, and SLC6A14 in various cancers \[[@BCJ-477-1409C15]\]. Studies in our laboratory focused on SLC6A14. We have shown that SLC6A14 is up-regulated in several cancers including colon cancer \[[@BCJ-477-1409C19]\], estrogen receptor-positive breast cancer \[[@BCJ-477-1409C20]\], pancreatic cancer \[[@BCJ-477-1409C21]\], and cervical cancer \[[@BCJ-477-1409C22]\]. We have also identified α-methyltryptophan (α-MT) as a pharmacologic blocker for this transporter \[[@BCJ-477-1409C23]\].

These amino acid transporters that have gained attention for their role as tumor promoters differ in their substrate specificity, efficacy to concentrate amino acids inside cells, and transport mechanism \[[@BCJ-477-1409C14],[@BCJ-477-1409C24],[@BCJ-477-1409C25]\]. SLC6A14 has the most broad substrate selectivity, transporting 18 of the 20 amino acids, including all essential amino acids, and is also of a high-capacity type. In contrast, SLC1A5 transports only alanine, serine, and glutamine, with cysteine being a transport modifier rather than a transportable substrate \[[@BCJ-477-1409C26]\]; SLC7A5 transports all neutral amino acids plus histidine but not arginine and lysine or anionic amino acids \[[@BCJ-477-1409C27]\]; SLC7A11 is selective for cystine and glutamate. SLC7A5, SLC7A11, and SLC1A5 are obligatory exchangers, meaning that the influx of one amino acid is coupled to efflux of another amino acid; thus, these transporters are not capable of concentrating any of their substrates inside the cells. Furthermore, SLC1A5 is coupled to a Na^+^ gradient, and SLC7A5 and SLC7A11 are not dependent on any driving force. In contrast, SLC6A14 is coupled to three different driving forces: a Na^+^ gradient, a Cl^−^ gradient, and membrane potential. As such, SLC6A14 exhibits functional features that are more ideally suited than the other three transporters to satisfy the increased demand for amino acids in tumor cells.

The present study was undertaken to investigate the role of SLC6A14 in colon cancer. Studies published thus far have only shown that SLC6A14 is up-regulated in colon cancer tissues and colon cancer cell lines \[[@BCJ-477-1409C19]\]. The first goal of the present study was to evaluate the impact of knockdown or deletion of the transporter on colon cancer in multiple preclinical model systems and to compare the effects with pharmacologic blockade of the transporter. The second goal of the study was to determine the molecular mechanism for the up-regulation of SLC6A14 in colon cancer.

Materials and methods {#s2}
=====================

Animals {#s2a}
-------

*Slc6a14^−/−^* mice were generated in our laboratory and have been used in a previously published study on the role of this transporter in breast cancer \[[@BCJ-477-1409C28]\]. This mouse line is on C57BL/6 background. *Apc^Min/+^* mice on C57BL/6 background were obtained from Jackson Laboratory (Bar Harbor, ME, U.S.A.). The mice were maintained in a temperature-, humidity- and light-controlled environment in the animal facility at Texas Tech University Health Sciences Center (TTUHSC). The mice had access to water and rodent diet ad libitum. Age- and gender-matched control mice were used with the experimental groups. All experimental procedures were approved by the TTUHSC Institutional Animal Care and Use Committee (protocol number, 17004). At the termination of the experiments, mice were killed by cervical dislocation under CO~2~ anesthesia in accordance with the guidelines from the American Veterinary Medical Association.

Patient-derived xenografts {#s2b}
--------------------------

The patient-derived xenografts (PDXs) were obtained from TXCCR (Texas Cancer Cell Repository) at TTUHSC Cancer Center ([www.TXCCR.org](www.TXCCR.org)). This center establishes the biorepository of PDXs and PDX-derived cell lines from primary clinical samples. All PDXs samples used in this study were from human colonic adenocarcinoma patients. The protocol had approval from the Institutional Review Board.

Cell culture {#s2c}
------------

Normal human colonic epithelial cell line CCD841, human colon cancer cell lines (HCT116, HT29, Colo201, Colo205, SW480, SW620, KM12C, KM12L4, Caco2, and LS174T) and the mouse colon cancer cell line MC-38 were purchased from the American Type Culture Collection (ATCC, Manassas, VA, U.S.A.). The cell lines were cultured in respective culture medium recommended by ATCC; culture media (Corning Life Sciences, Corning, NY, U.S.A.) were supplemented with 10% fetal bovine serum (Fisher Scientific, Pittsburgh, PA, U.S.A.) and 1% penicillin/streptomycin (Corning Life Sciences, Corning, NY, U.S.A.). HEK293FT cells were used for packaging lentivirus with plasmid and were maintained in DMEM, supplemented with 4.5 g/l glucose, [l]{.smallcaps}-glutamine, and sodium pyruvate, 10% FBS and 1% penicillin/streptomycin.

Antibodies {#s2d}
----------

Anti-mTOR (\#2983S), anti-P-mTOR (\#5536S), anti-S6K (\#9202S), anti-P-S6K (\#9204S), anti-LC3A/B (\#4108S) anti-β-catenin (\#8814S), anti-Cyclin D1 (\#2922S), anti-TCF4 (\#2569S), and anti-IgG (\#2729S) antibodies were purchased from Cell Signaling Technology (Danvers, MA, U.S.A.). Anti-SLC6A14 (\#A10582) polyclonal antibody was obtained from Abclonal. Anti-β-actin (C4, sc-47778) monoclonal antibodies were purchased from Santa Cruz Biotechnology (Dallas, TX, U.S.A.). Horseradish peroxidase-conjugated goat anti-rabbit IgG (\#1706515) and goat anti-mouse IgG (\#1706516) were purchased from Bio-Rad Laboratories (Hercules, CA, U.S.A.).

Analysis of gene expression datasets {#s2e}
------------------------------------

Three datasets with accession number GSE9348 \[[@BCJ-477-1409C29]\], GSE33113 \[[@BCJ-477-1409C30]\], and GSE34053 \[[@BCJ-477-1409C31]\] were retrieved from publicly available gene expression omnibus database. The gene expression profiling of these datasets is based on the platform \[HG-U133_Plus_2\] Affymetrix Human Genome U133 plus 2.0. Additionally, Illumina HiSeq_RNASeqV2 mRNA expression data for colon adenocarcinoma (COAD) were obtained from The Cancer Genome Atlas (TCGA) data portal. Samples were grouped as tumor and normal tissue and compared for gene expression. The student\'s *t*-test was performed and a *p-*value of \<0.05 was considered statistically significant. The interactive UALCAN data portal (<http://ualcan.path.uab.edu/index.html>) \[[@BCJ-477-1409C32]\] was used to analyze SLC6A14 expression in different stages of COAD and histological subtypes of COAD compared with the normal colonic tissue samples. UALCAN uses TCGA level 3 RNA-seq transcriptome data in the form of transcripts per million (TPM) as the measure of expression.

Survival curves {#s2f}
---------------

SLC6A14 mRNA expression from the 'TCGA colon adenocarcinoma\' dataset was used to generate overall survival (OS) and disease-free survival (DFS) curves in GEPIA: a web server for cancer and normal gene expression profiling and interactive analyses. SLC6A14 RNA fpkm values greater than the 50th percentile (median) were considered to have high SLC6A14 expression, and SLC6A14 fpkm values less than the 50th percentile were considered to have low expression. The survival curve was generated in GEPIA (<http://gepia.cancer-pku.cn/>) using the cox proportional hazard ratio and statistical analysis was performed using log-rank (Mantel--Cox) test.

RT-PCR {#s2g}
------

Total RNA was isolated either from cells or tissue samples using TRIzol^TM^ (Invitrogen, \#15596018) according to the manufacturer\'s instructions. RNA samples for human total colon were obtained from a commercial source (Takara Bio USA Inc; \#636553). Two micrograms of total RNA was used for cDNA synthesis using SuperScript™ II cDNA synthesis kit (Invitrogen, \#18064022). After reverse transcription, the relative expression of mRNA was analyzed either by regular RT-PCR using Takara PCR master mix or by real-time RT-PCR using SYBR_Green PCR Master Mix (Bio-Red, \#1725121). Appropriate primer pairs were used for the study ([Supplementary Table S1](#SD1){ref-type="supplementary-material"}) with GAPDH or 18S (for PDXs analysis) as an internal control. Expression levels of ASNS mRNA and CHOP mRNA were analyzed by regular RT-PCR, followed by separation of the PCR products in 1.5% agarose gel, staining with ethidium bromide, and imaging with the AlphaImager system. Relative mRNA expression of SLC6A14, Cyclin D1, and β-catenin were obtained by on the StepOnePlus real-time PCR system (Applied Biosystems, Foster City, CA, U.S.A.). All the samples were analyzed in duplicates and the experiments were repeated three times; the relative expression of genes studied was calculated by normalizing cycle threshold (Ct) value of each gene with that of the housekeeping gene 18S.

Western blot {#s2h}
------------

Whole-cell protein lysates were prepared from cells grown at 80--90% confluency by using RIPA lysis buffer with protease-phosphatase inhibitor cocktail. The total protein contents of the samples were quantified using BCA Protein Assay kit. Lysates were prepared at a final protein concentration of 1 µg/µl, which also contained 100 µl/ml β-mercaptoethanol, 250 µl/ml 4× Laemmli buffer. Lysates were heated at 95°C for 3 min, and then separated by electrophoresis on 8% SDS--PAGE or 6% SDS--PAGE and transferred to Polyvinylidene difluoride membrane at 70 V for 2 h at 4°C. After transfer, the membranes were blocked with 5% milk or 5% bovine serum albumin (for phospho-protein) for 1 h, and incubated with specific primary antibodies overnight at 4°C with gentle shaking. After incubation, membranes were washed three times with TBST, 10 min each time, then incubated with HPR-conjugated secondary antibodies for another hour, washed three times with TBST as before and bands were visualized using Pierce ECL Western blotting substrate (Thermo Scientific, \# 32106).

Cell proliferation assay {#s2i}
------------------------

Colony formation assay was performed as described previously \[[@BCJ-477-1409C33]\]. Cells were seeded at a very low density (5000 cells per well) in six-well plates and allowed to attach overnight. After attachment, cells were cultured in either normal media or media containing 2.5 mM α-MT. The media were changed every other day for 10 days. At the end of the experiment, cells were washed with phosphate-buffered saline, fixed with methanol, and stained with KaryoMax Giemsa stain; the colonies were then visualized following which the stain was extracted and quantified.

Cell migration and invasion assay {#s2j}
---------------------------------

The effect of α-MT on cell migration and invasion was monitored by using Corning® BioCoat™ Matrigel® Invasion assay kit according to the manufacturer\'s instructions. Briefly, cells were serum-starved and their invasion and migration to the other side of the membrane were analyzed in the presence or absence of α-MT for 48 h. At the end of this treatment, non-invaded cells were removed by scrubbing. Invaded and migrated cells were fixed with 100% methanol, stained with crystal violet, and counted under an inverted microscope; images were also captured.

Immunofluorescence analysis of autophagy {#s2k}
----------------------------------------

Cells were seeded in chamber slides (10^4 ^cells/chamber) and allowed to grow overnight. After attachment, cells were treated with or without α-MT for 48 h. At the end of treatment, cells were fixed with 4% formaldehyde, permeabilized with 0.1% Triton-X for 5 min, blocked by 10% goat serum for an hour, stained with rabbit anti-LC3 A/B antibody overnight at 4°C. After that, cells were washed and stained with Alexa Fluor 488 conjugated secondary antibody (goat anti-rabbit IgG). Punctate localization of LC3 A/B was examined by fluorescence microscopy.

Apoptosis assay {#s2l}
---------------

CCD841 or LS174T cells (50 000cells/well) were seeded in six-well culture plates and allowed for the attachment with overnight incubation. After attachment, cells were treated with or without α-MT in regular medium for another 48 h. Apoptosis assay was performed using Annexin V Apoptosis Detection Kit FITC (Invitrogen, \# 88-8005) according to the manufacturer\'s instructions. Briefly, cells were harvested by trypsinization, washed one time with phosphate-buffered saline and resuspended in 1× binding buffer at a concentration of 10^6 ^cells/ml. The cell suspensions were treated with Annexin V-FITC and propidium iodide, followed by analysis for apoptotic cell death by flow cytometry (BD Accuri™ C6 cytometer).

Inhibition or activation of Wnt signaling {#s2m}
-----------------------------------------

LS174T or HT29 cells (0.3 × 10^6^ cells/well) were seeded in six-well culture plates and allowed for the attachment with overnight incubation. After attachment, LS174T cells were treated with the Wnt antagonist Calphostin C (Cayman Chemicals) at concentrations of 0, 0.5, and 5 µM for 6 h; HT29 cells were treated with the Wnt agonist *N*^4^-(1,3-Benzodioxol-5-ylmethyl)-6-(3-methoxyphenyl)-2,4-pyrimidinediamine hydrochloride (AMBMP; Tocris Bioscience) at concentrations of 0, 5, and 10 µM for 24 h. After incubation, RNA and protein were isolated. Expression levels mRNA and protein for SLC6A14 and Cyclin D1 (positive control for Wnt target) were measured by RT-qPCR and Western blot.

shRNA-mediated knockdown of SLC6A14 and β-catenin {#s2n}
-------------------------------------------------

shRNA-mediated knockdown of SLC6A14 and β-catenin was carried out using a Lentivirus-based transduction system. A set of shRNA-lentiviral vectors for SLC6A14 was purchased from Open Biosystems (RHS4533-NM_007231); shRNA-lentiviral vectors for β-catenin were obtained from Addgene (shRNA1, \#42543; shRNA2, \#43544; pLKO.1, \#84530). Lentiviral particles were generated in HEK293FT cell line by transfecting the plasmids along with the packaging plasmids pLP-1, pLP-2, and pVSVG (Invitrogen). Lipofectamine-2000 was used as the transfection reagent. After 72 h of transfection, the lentiviral supernatant was harvested and filtered through 0.45 µm filter. LS174T cells were infected with lentiviral particles carrying shRNA or empty vector for 24 h in a media containing 8 µg/ml Polybrene (Hexadimethrine bromide; Sigma) and cultured for an additional 24 h. Positive cells for transfection were selected by resistance to treatment with 3 µg/ml puromycin for 72 h. The resistant cells were maintained under the selective pressure of 0.5 µg/ml puromycin. Expression levels of mRNA and protein for SLC6A14 and β-catenin were measured by RT-qPCR and Western blot.

Overexpression of β-catenin {#s2o}
---------------------------

Overexpression of β-catenin was carried out in HT29 cells by lipofectamine-2000 based transfection system. pcDNA3.1 vector (\#52535) and β-catenin vector (\#16828) were obtained from Addgene. HT29 cells were transiently transfected with either pcDNA3.1 empty vector or β-catenin plasmid using lipofectamine-2000 according to the manufacturer\'s protocol. Expression levels of mRNA and protein for SLC6A14 and β-catenin were measured by RT-qPCR and Western blot.

Chromatin immunoprecipitation (ChIP) assay {#s2p}
------------------------------------------

Chromatin immunoprecipitation (ChIP) was performed using commercially available Magna ChIP™ A/G Chromatin Immunoprecipitation Kit (\# 17-10085) according to the manufacturer\'s protocol. Briefly, LS174T cells at 80--90% confluency were treated with formaldehyde (1% final concentration) to cross-link the proteins--DNA complexes; the reaction was then stopped by the addition of glycine. Cells were lysed and sonication was performed to shear the chromatin into ∼200 to 1000 bp long. Immunoprecipitation of the chromatin--protein complex was performed by incubating overnight with 3 µg of anti-β-catenin, anti-TCF4, and anti-IgG antibodies followed by addition of protein A/G-conjugated magnetic beads to precipitate the antibody--chromatin complex. Immunoprecipitated DNA was analyzed using qPCR using appropriate primers for *SLC6A14* promoter ([Supplementary Table S1](#SD1){ref-type="supplementary-material"}).

Xenograft of human colon cancer cells in immunosuppressed nude mice {#s2q}
-------------------------------------------------------------------

Male athymic BALB/c nude mice (8-weeks-old) were obtained from the Jackson laboratory and acclimatized with the environment before initiating the experiment. Mice were dived into two groups (control and treatment) with 5 mice in each group. The control group was provided with sucrose-water and treatment group with α-MT (2 mg/ml) in sucrose-water 7 days prior to cancer cell injection. α-MT was used as the [d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixture. At day 0, both groups of mice were subcutaneously injected with SLC6A14-positive human colon cancer cell line LS174 T (1 × 10^6^ cells/mouse). Mice in the treatment group continued to receive α-MT in sucrose-water and the control group sucrose-water throughout the experiment. To analyze the effect of SLC6A14 knockdown on tumor growth, LS174T/pLKO.1 (empty vector) and LS174T/SLC6A14 shRNA (knockdown) cells were generated by lentiviral mediated transduction and injected subcutaneously as described above. The size of the tumors was measured periodically by slide-caliper once it reached a palpable size, and tumor volume was calculated using the formula (width^2^ × length)/2.

Syngeneic transplantation of mouse colon cancer cells in immunocompetent mice {#s2r}
-----------------------------------------------------------------------------

C57BL/6 mice were separated into two groups (5 mice/group; 3 males and 2 females). The control group received sucrose-water and the treatment group received α-MT (2 mg/ml) in sucrose-water. After 7 days, MC-38 cells were injected subcutaneously (1 × 10^6 ^cells/mouse). The control group continued to receive sucrose-water and treatment group α-MT throughout the experiment. In a separate experiment, we also evaluated the efficacy of α-MT with that of two other chemically related compounds: 1-methyltryptophan (1-MT; 2 mg/ml) and tryptophan (2 mg/ml) throughout the experiment. This second study had its own control group. α-MT, 1-MT, and Trp were all used as the [d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixtures. The size of the tumors was measured periodically by slide-caliper once it reached a palpable size, and tumor volume was calculated using the formula (width^2^ × length)/2.

Inflammation-associated and genetically driven colon cancer mouse models {#s2s}
------------------------------------------------------------------------

We used two different mouse models of colon cancer. For inflammation-associated colon cancer, intraperitoneal injection of the carcinogen azoxymethane coupled with induction of inflammation with three cyclic administrations of dextran sulfate sodium (7 days/cycle with 7 days interval) in C57BL/6 mice. For genetically driven colon cancer, *Apc^Min/+^* mice (C57BL/6 background) were used. In the first model, wild type and *Slc6a14*-null mice, both on C57BL/6 background, were injected i.p. with azoxymethane at a dose of 10 mg/kg body weight in phosphate-buffered saline. After 5 days of this injection, mice received 2.5% dextran sulfate sodium in drinking water for a week, followed by 7 days of regular water. After two additional cycles of dextran sulfate sodium, mice were killed at day 70 of azoxymethane injection and colonic tissues were evaluated for the number and size of polyps. In the second model, *Apc^Min/+^* mice were crossed with *Slc6a14*-null mice to generate *Apc^Min/+^*/*Slc6a14^+/+^* and *Apc^Min/+^*/*Slc6a14^−/−^* mice. At the age of 6 months, many polyps in colon and small intestine was counted. In all experiments, each group contained 6 mice (3 males and 3 females).

Statistical analysis {#s2t}
--------------------

Experiments were repeated at least twice. The data shown are means ± SEM (*in vivo* studies) or means ± SD (*in vitro* studies). Statistical analyses and graphing were performed using Microsoft Excel or OriginPro. Statistical differences between control and experimental groups were analyzed by a two-tailed, paired Student\'s *t*-test for single comparison. Differences were judged statistically significant when the *p*-value \< 0.05.

Results {#s3}
=======

SLC6A14 is up regulated in colon cancer {#s3a}
---------------------------------------

Several years ago we reported that SLC6A14 is up-regulated at mRNA and protein levels in primary and metastatic colon cancer \[[@BCJ-477-1409C19]\]. Beyond this simple observation, nothing else is known on the relevance of this transporter to colon cancer. In the present study, we first expanded this original observation using human colon cancer cell lines and PDXs ([Figure 1](#BCJ-477-1409F1){ref-type="fig"}). We compared the levels of SLC6A14 mRNA in a panel of human colon cancer cell lines with that in the normal colonic epithelial cell CCD841. A majority of the cancer cell lines showed significantly higher levels of SLC6A14 mRNA and protein than CCD841 cells ([Figure 1A,B](#BCJ-477-1409F1){ref-type="fig"}). The increased level of SLC6A14 mRNA was also true with PDXs ([Figure 1C](#BCJ-477-1409F1){ref-type="fig"}). We then analyzed publicly available TCGA and GSE colon cancer datasets to examine the relative expression and fold changes for SLC6A14 mRNA compared with mRNAs for the other three amino acid transporters SLC1A5, SLC7A5, and SLC7A11. Among these four amino acid transporters, SLC6A14 mRNA showed the most significant increase with the highest fold changes in tumor tissue compared with normal colon tissue ([Supplementary Figure S1](#SD1){ref-type="supplementary-material"} and [Supplementary Table S2](#SD1){ref-type="supplementary-material"}). In the TCGA dataset, which has the largest sample size, the up-regulation in colon cancer was significant only for SLC6A14. Analysis of the TCGA-COAD data by UALCAN web portal also showed significant up-regulation of SLC6A14 mRNA in all four stages (stages I--IV) of colon cancer as well as in different histological subtypes ([Supplementary Figure S2](#SD1){ref-type="supplementary-material"}). Furthermore, the analysis of the GSE34053 dataset showed higher levels of SLC6A14 mRNA in CD133-positive colon cancer than in CD133-negative colon cancer ([Supplementary Figure S3](#SD1){ref-type="supplementary-material"}). CD133 is a marker for cancer stem cells, and CD133-positive cancer cells are more aggressive and metastatic \[[@BCJ-477-1409C34]\]. However, analysis of OS or DFS in colon cancer patients showed no significant difference between those with low levels of SLC6A14 mRNA and those with high levels of SLC6A14 mRNA.

![Up-regulation of SLC6A14 at mRNA level in colon cancer.\
(**A**) Quantitative RT-PCR analysis of SLC6A14 mRNA in the normal human colonic epithelial cell line CCD841 and in several human colon cancer cell lines. (**B**) Western blot analysis of SLC6A14 protein levels in CCD841 cells and in colon cancer cells. (**C**) Quantitative RT-PCR analysis of SLC6A14 mRNA in normal human colon tissue (commercially available pooled RNA from five different normal human tissues) and in patient-derived xenograft (PDXs) tissues. Data represent means ± SD from three independent RT-PCR runs. \**P *\< 0.05; \*\**P *\< 0.01; \*\*\**P *\< 0.001.](BCJ-477-1409-g0001){#BCJ-477-1409F1}

Pharmacologic blockade of SLC6A14 with α-MT induces amino acid starvation, inhibits mTOR signaling and promotes autophagy selectively in colon cancer cells {#s3b}
-----------------------------------------------------------------------------------------------------------------------------------------------------------

α-MT is a non-transportable blocker of SLC6A14 \[[@BCJ-477-1409C23]\] and thus can be used to achieve pharmacologic blockade of the transporter function. We have used this strategy successfully in two other SLC6A14-positive cancers, namely ER-positive breast cancer \[[@BCJ-477-1409C20]\] and pancreatic cancer \[[@BCJ-477-1409C21]\]. Here, we used α-MT to evaluate the consequences of blocking SLC6A14 function in the colon cancer cell line LS174T, which showed the highest expression of the transporter. For comparison, we used the normal colonic epithelial cell line CCD841, which showed the lowest expression of the transporter. The cells were treated with α-MT (2.5 mM) for 72 h and RNA and protein lysates were prepared. RNA was used to monitor the expression levels of asparagine synthetase and C/EBP-homologous protein as a readout of amino acid starvation \[[@BCJ-477-1409C35],[@BCJ-477-1409C36]\]. The rationale was that if SLC6A14 is essential for the maintenance of amino acid nutrition in a given cell, blockade of its transport function should cause amino acid starvation and hence should increase the expression of these two markers. This was what we observed in LS174T cells ([Figure 2A](#BCJ-477-1409F2){ref-type="fig"}). While α-MT increased the expression of the markers in this cell line, it had no effect in CCD841 cells, suggesting that SLC6A14 does not contribute significantly to amino acid nutrition in the latter cell line. Cellular levels of amino acids constitute an important signal for the activation of mTOR signaling to co-ordinate amino acid availability with protein synthesis. To determine whether amino acid starvation caused by α-MT in LS174T cells translates into mTOR inhibition, we monitored the phosphorylation status of mTOR and its downstream mediator S6 kinase. α-MT treatment significantly reduced phosphorylation of mTOR and S6 kinase, but again only in LS174T cells and not in CCD841 cells ([Figure 2B](#BCJ-477-1409F2){ref-type="fig"}), thus mirroring the differential effects of α-MT on amino acid nutrition in these two cell lines. Induction of autophagy is another hallmark of cells undergoing amino acid starvation, and mTOR suppresses autophagy \[[@BCJ-477-1409C37]\]. As expected, α-MT treatment induced autophagy in LS174T cells as evident from the increased appearance of punctate localization of autophagy-associated markers LC3A/B in autophagosomes ([Supplementary Figure S4](#SD1){ref-type="supplementary-material"}). Again, there was no change in autophagy in CCD841 cells.

![Pharmacologic blockade of SLC6A14 by α-MT induces amino acid starvation and suppresses mTOR signaling in colon cancer cell lines.\
(**A**) CCD841(a normal human colon cell line) and LS174T (a human colon cancer cell line) were treated with or without 2.5 mM α-MT for 72 h followed by RT-PCR analysis of mRNA for ASNS and CHOP, the widely used markers for amino acid starvation. (**B**) CCD841 and LS174T cells were treated with or without 2.5 mM α-MT for 72 h and then cell lysates were prepared and used for Western blot analysis for total mTOR, phospho-mTOR (P-mTOR), total S6 kinase (S6K), phospho-S6 kinase (P-S6K) and β-actin (internal control).](BCJ-477-1409-g0002){#BCJ-477-1409F2}

Relative expression of various amino acid transporters in CCD841 cells and LS174T cells {#s3c}
---------------------------------------------------------------------------------------

We compared the steady-state mRNA levels for 16 different amino acid transporters between CCD841 cells and LS174T cells (primar sequences for these transporters are given in [Supplementary Table S1](#SD1){ref-type="supplementary-material"}). These transporters are: SLC1A1, SLC1A5, SLC6A14, SLC6A15, SLC6A19, SLC6A20, SLC7A5, SLC7A8, SLC7A9, SLC7A11, SLC36A1, SLC36A2, SLC38A1, SLC38A2, SLC38A3, and SLC38A5. Only two transporters were expressed in CCD841 cells at a greater magnitude than in LS174T cells; these were SLC6A15 and SLC38A3. All remaining transporters were expressed at higher levels in LS174T cells than in CCD841 cells; however, the fold-increase was the highest for SLC6A14.

Pharmacologic blockade of SLC6A14 with α-MT inhibits proliferation and invasion/migration, and induces apoptosis in colon cancer cells {#s3d}
--------------------------------------------------------------------------------------------------------------------------------------

Next, we used the colony formation assay to investigate the effects of SLC6A14 blockade on cancer cell proliferation. Treatment with α-MT significantly decreased the proliferation of LS174T cells but had no effect on CCD841 cells ([Figure 3A](#BCJ-477-1409F3){ref-type="fig"}). The treatment also induced apoptotic cell death, again only in LS174T cells ([Figure 3B](#BCJ-477-1409F3){ref-type="fig"}). We also evaluated the impact of α-MT on invasion and migration of LS174T cells. α-MT showed a remarkable inhibitory effect on these cells in their ability to invade and migrate Matrigel-coated trans-well chambers ([Supplementary Figure S5](#SD1){ref-type="supplementary-material"}).

![Pharmacologic blockade of SLC6A14 by α-MT decreases cell proliferation and induces apoptosis in colon cancer cells.\
(**A**) Colony formation assay for CCD41 and LS174T cells treated with or without 2.5 mM α-MT for 10 days. Colonies were visualized by staining with KaryoMax Giemsa reagent and the dye was eluted and quantified by measuring absorbance at 630 nm. (**B**) CCD841 and LS174T cells were treated with or without α-MT for 48 h. The cells were then labeled with annexin-V and propidium iodide and subjected to flow cytometry to detect apoptotic cells positive for both labels. Data represent means ± SD. \*\*\**P *\< 0.001; ns, not significant.](BCJ-477-1409-g0003){#BCJ-477-1409F3}

Pharmacologic blockade or shRNA-mediated knockdown of SLC6A14 suppresses *in vivo* growth of human colon cancer cells in a xenograft model with immunocompromised mice {#s3e}
----------------------------------------------------------------------------------------------------------------------------------------------------------------------

To evaluate the efficacy of SLC6A14 as a drug target for colon cancer, we studied the effect of interfering with the transport function or expression of the transporter on the growth of LS174T cells xenografted into immunocompromised athymic BALB/c mice. First, we tested whether pharmacologic blockade of SLC6A14 with α-MT suppressed the tumor growth. A marked reduction of tumor growth was observed in mice treated with α-MT ([d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixture; 2 mg/ml in drinking water) compared with the untreated group ([Figure 4A](#BCJ-477-1409F4){ref-type="fig"}). Similar results were obtained with shRNA-mediated knockdown of SLC6A14 ([Figure 4B](#BCJ-477-1409F4){ref-type="fig"}).

![shRNA-mediated knockdown or pharmacologic blockade of SLC6A14 by α-MT decreases tumor growth in an immunocompromised mouse xenograft model.\
(**A**) Immunocompromised nude mice were injected subcutaneously with LS174T cells (10^6^ cells/mouse) and then divided into two groups (5 mice/group). One group was given drinking water with sucrose while the second group was given α-MT (2 mg/ml) in drinking water with sucrose. Tumor volume was measured periodically. Data are means ± SE. \**P *\< 0.05; \*\**P *\< 0.01. (**B**) Immunocompromised nude mice were injected subcutaneously with control LS174T cells transfected with the empty vector (pLKO.1) or LS174T cells transfected with shRNA vector (SLC6A14/shRNA) (10^6^ cells/mouse). Tumor volume was measured periodically. Data are means ± SE. \**P *\< 0.05; 5 mice in each group.](BCJ-477-1409-g0004){#BCJ-477-1409F4}

Pharmacologic blockade of SLC6A14 suppresses *in vivo* growth of mouse colon cancer cells in a syngeneic transplantation model with immunocompetent mice {#s3f}
--------------------------------------------------------------------------------------------------------------------------------------------------------

We then evaluated the role of SLC6A14 in colon cancer using a syngeneic transplantation model in mice with intact immune system. Here, we used the mouse colon cancer cell line MC-38, which is syngeneic with C57BL/6 mice; when transplanted in this mouse line, MC-38 cells will proliferate and grow into a tumor without immune rejection. These cells were injected subcutaneously into C57BL/6 mice and the effect of α-MT on tumor growth was evaluated. Mice treated with α-MT ([d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixture; 2 mg/ml in drinking water) showed markedly reduced tumor growth compared with the control group ([Figure 5A](#BCJ-477-1409F5){ref-type="fig"}). There was also a reduction in final tumor weight at the termination of the experiment in response to α-MT ([Figure 5B](#BCJ-477-1409F5){ref-type="fig"}). We also investigated the specificity of α-MT in the observed anti-cancer effect by comparing its efficacy with that of two structurally and pharmacologically related compounds, 1-MT and tryptophan. 1-MT is a transportable substrate for SLC6A14 \[[@BCJ-477-1409C23]\]; it is a competitive inhibitor of amino acid transport via SLC6A14 but not a blocker like α-MT. Tryptophan is a substrate for SLC6A14 and the parent molecule for α-MT and 1-MT. In all three cases, we used the same dose (2 mg/ml in drinking water) in the form of a [d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixture. Neither 1-MT nor Trp showed significant effect on tumor progression ([Figure 5C](#BCJ-477-1409F5){ref-type="fig"}). There was a small inhibitory effect on the final tumor weight for 1-MT ([Figure 5D](#BCJ-477-1409F5){ref-type="fig"}), but this effect was significantly less than that of α-MT.

![Pharmacologic blockade of SLC6A14 by α-MT prevents tumor growth in an immunocompetent syngeneic mouse model.\
**(A**,**B**) C57BL/6 mice were separated into two groups (5 mice each). Mice in both groups were injected subcutaneously with the mouse colon cancer cell line MC-38 (10^6^ cells/mouse). One group of mice received drinking water with sucrose while the other group received α-MT (2 mg/ml) in drinking water with sucrose. Tumor volume was monitored periodically (**A**). At the end of the study, mice were killed and the tumors collected and weighed (B). Data are means ± SE. \**P *\< 0.05. (**C**,**D**) C57BL/6 mice were separated into three groups (5 mice each). Mice in all groups were injected subcutaneously with MC-38 cells (10^6^ cells/mouse). Group 1 received drinking water with sucrose; the other two groups received either 1-MT or Trp at a concentration of 2 mg/ml in drinking water with sucrose. Data are means ± SE. ns, not significant.](BCJ-477-1409-g0005){#BCJ-477-1409F5}

*Slc6a14*-null mice show protection against colon cancer {#s3g}
--------------------------------------------------------

We compared the susceptibility of wild type mice and *Slc6a14*-null mice to colon cancer in two different models of colon cancer. First, we used the inflammation-associated colon cancer (azoxymethane plus dextran sulfate sodium, AOM + DSS). This also represents an immunocompetent model. In this model, we observed significant protection against colon cancer in *Slc6a14*-null mice ([Figure 6A,B](#BCJ-477-1409F6){ref-type="fig"}). The number of colonic polyps decreased significantly in *Slc6a14*-null mice and the sizes of the polyps were also reduced in *Slc6a14*-null mice. We then used a genetically driven colon cancer model in mice (*Apc^Min/+^*). APC is the gene that is mutated in most cases of familial colon cancer. However, the *Apc^Min/+^* mice differ from humans in that the Apc mutation in mice induces polyps in the small intestine as well as in colon with more polyps in the former than in the latter. In contrast, mutations in APC cause cancer only in colon. Nonetheless, this mouse model is used widely in investigations relating to colon cancer. We found significantly reduced number of polyps in the small intestine as well as in colon in *Apc^Min/+^* mice on *Slc6a14*-null background than in *Apc^Min/+^* mice on *Slc6a14^+/+^* background ([Figure 6C,D](#BCJ-477-1409F6){ref-type="fig"}).

![Deletion of *Slc6a14* in mice provides protection against colon cancer.\
(**A**,**B**) Wildtype and *Slc6a14^−/−^* mice (males; 5 mice/genotype) were subjected to an experimental model of inflammation-associated colon cancer, which involves one-time injection of the carcinogen azoxymethane followed by three cycles of dextran sulfate sodium (AOM + DSS). At the end of the experiments, mice were killed and colon was monitored for the number (**A**) and size (**B**) of polyps. Data are means ± SE. \**P *\< 0.05. (**C**,**D**) *Apc^Min/+^* mice were crossed with *Slc6a14^−/−^* mice to generate *Apc^Min/+^* mice on *Slc6a14*-null background. At 6 months of age, mice were killed and polyps in small intestine (**C**) and colon (**D**) were counted. Data are means ± SE. 8 mice/group; \**P *\< 0.05; \*\**P *\< 0.01.](BCJ-477-1409-g0006){#BCJ-477-1409F6}

Tumor-associated up-regulation of SLC6A14 expression in colon is controlled by TCF4/β-catenin and is mediated by Wnt signaling {#s3h}
------------------------------------------------------------------------------------------------------------------------------

In almost all cases of colon cancer, TCF4/β-catenin-mediated transcriptional activity mediated by the canonical Wnt signaling is enhanced. This is true not only for the sporadic form of colon cancer but also for APC-associated colon cancer. Therefore, we hypothesized that SLC6A14 is a transcriptional target for TCF4/β-catenin and hence is controlled by the canonical Wnt signaling pathway in colorectal cancer. To test this hypothesis, we first analyzed the sequence of *SLC6A14* gene promoter for the consensus binding motif of TCF4. We found four consensus motifs: −1904 to −1898, −1342 to −1335, −832 to −826, and −228 to −222 in the promoter ([Figure 7](#BCJ-477-1409F7){ref-type="fig"}). We then evaluated experimentally the involvement of Wnt signaling in the control of SLC6A14 expression in colon cancer cells. We treated LS174T cells, which showed abundant expression of the transporter, with calphostin C, an inhibitor of TCF4/β-catenin-mediated transcription. Treatment of the cells with this inhibitor showed significant inhibitory effect on SLC6A14 mRNA and protein ([Figure 8A,B](#BCJ-477-1409F8){ref-type="fig"}). Cyclin D1, a known Wnt target and hence a positive control, also showed significant reduction in expression in response to calphostin C. We then performed the reciprocal experiment in which the effect of a Wnt agonist was evaluated in HT29 cells, a colon cancer cell line that showed relatively low basal expression of SLC6A14 in comparison with LS174T cells. Activation of Wnt signaling by treatment of HT29 cells with AMBMP, an agonist for Wnt signaling, increased the expression of SLC6A14 mRNA and protein ([Figure 8C,D](#BCJ-477-1409F8){ref-type="fig"}). Again, cyclin D1 was used as a positive control for Wnt target. These studies were then complemented with an experimental strategy involving the alteration of β-catenin levels in colon cancer cells. We knocked down β-catenin in LS174T cells with shRNA and found the expression of SLC6A14 mRNA and protein to be decreased ([Figure 9A,B](#BCJ-477-1409F9){ref-type="fig"}). Then, we increased the cellular levels of β-catenin in HT29 cells by the ectopic expression, and found the expression of SLC6A14 mRNA and protein to be increased ([Figure 9C,D](#BCJ-477-1409F9){ref-type="fig"}). Finally, we examined the binding of TCF4/β-catenin to *SLC6A14* gene promoter by ChIP assay using LS174T cells. There was significant enrichment of immunocomplexes of TCF4 and β-catenin on *SLC6A14* gene promoter ([Figure 10](#BCJ-477-1409F10){ref-type="fig"}). Anti-IgG antibodies were used as a negative control. These experiments provide convincing evidence for the control of SLC6A14 expression by canonical Wnt signaling and also for its involvement in tumor-associated up-regulation of SLC6A14 in colon cancer.

![Model for SLC6A14 transcriptional regulation by TCF4/β-catenin complex.\
CF4 consensus sequences in SLC6A14 promoter as assessed with JASPAR software and also by NCBI nucleotide blast.](BCJ-477-1409-g0007){#BCJ-477-1409F7}

![Effects of Wnt antagonist (Calphostin C) and agonist (AMBMP) on SLC6A14 expression in human colon cancer cells.\
(**A**,**B**) As LS174T cells express robust levels of SLC6A14, these were used to monitor the effect of Wnt antagonist. Cells were treated without or with two different concentrations of Calphostin C for 6 h. At the end of the experiment, RNA and protein lysates were prepared from the control and treated cells and used for quantitative RT-PCR (**A**) or Western blot (**B**) to determine SLC6A14 mRNA and protein levels. Cyclin D1 was used as a positive control as a Wnt target. (**C**,**D**) As HT29 cells express low levels of SLC6A14, these cells were used to monitor the effect of Wnt agonist. Cells were treated without or with two different concentrations of AMBMP for 24 h. At the end of the experiment, RNA and protein lysates were prepared from the control and treated cells and used for quantitative RT-PCR (**C**) or Western blot (**D**) to determine SLC6A14 mRNA and protein levels. Cyclin D1 was used as a positive control as a Wnt target. Data are means ± SD. \**P *\< 0.05; \*\**P *\< 0.01; ns, not significant.](BCJ-477-1409-g0008){#BCJ-477-1409F8}

![Effect of β-catenin knockdown and overexpression on SLC6A14 expression in human colon cancer cells.\
(**A**,**B**) LS174T cells were transfected with empty vector (pLKO.1), β-catenin/shRNA1 vector, or β-catenin/shRNA2 vector. After selection with puromycin, cells were processed for the preparation of RNA and protein lysates. Quantitative RT-PCR was used to determine the levels of mRNA for β-catenin and SLC6A14 (**A**) and Western blot was used to determine protein levels for β-catenin and SLC6A14 (**B**). (**C**,**D**) HT29 cells were transfected with either empty vector (pCDNA) or pCDNA/β-catenin vector. Seventy-two hours following transfection, cells were processed for preparation of RNA and protein lysates. Quantitative RT-PCR was used to determine the levels of mRNA for β-catenin and SLC6A14 (C) and Western blot was used to determine protein levels for β-catenin and SLC6A14 (D). Data are means ± SD. \**P *\< 0.05; \*\**P *\< 0.01.](BCJ-477-1409-g0009){#BCJ-477-1409F9}

![Binding of β-catenin and TCF4 to human *SLC6A14* promoter.\
Quantitative RT-PCR (**A**) and regular RT-PCR (**B**) for the region of *SLC6A14* promoter with the binding motifs for β-catenin and TCF4 using the ChIP assay. Chromatin complexes from LS174T cells were immunoprecipitated using IgG (negative control) or antibodies specific for β-catenin and TCF4. Enrichment of *SLC6A14* promoter was normalized with the starting amount of DNA (input).](BCJ-477-1409-g0010){#BCJ-477-1409F10}

Discussion {#s4}
==========

In the present study, we provide strong evidence to support our notion that SLC6A14 has great potential as an effective drug target for the treatment of colon cancer. The evidence can be summarized as follows. (a) SLC6A14 is up-regulated in a majority of colon cancer cell lines and PDXs; (b) *in vitro* data show that pharmacologic blockade of SLC6A14 leads to amino acid starvation, suppresses mTOR signaling, induces apoptosis despite the initial induction of autophagy, inhibits cell proliferation, and also interferes with cell migration and invasion; (c) pharmacologic blockade or genetic knockdown of the transporter markedly reduces cancer cell proliferation and growth into tumors in immunocompromised mice as well as in immunocompetent mice; (d) *Slc6a14*-null mice show significant protection not only against inflammation-associated colon cancer but also against genetically driven colon cancer; (e) SLC6A14 is a direct target for the transcription factor complex TCF4/β-catenin; (f) the tumor-associated up-regulation of the transporter is likely to be driven by Wnt signaling with TCF4/β-catenin transcriptional activity as the downstream mediator, a signaling pathway highly active in colon cancer.

There are more than three dozen amino acid transporters in mammalian cells and many of them have considerable overlap in substrate specificity. They differ in the transport mechanism and driving forces. As such, there has to be a rational biological basis for tumor cells to up-regulate a given specific amino acid transporter to meet their amino acid demands. In addition to essential amino acids, the 'non-essential\' amino acid glutamine has attracted special attention in cancer cell nutrition because this amino acid serves multiple functions (e.g. protein synthesis, nucleotide synthesis, mTOR activation), all of which are critical for cell proliferation. SLC6A14 is an excellent transporter for glutamine. There are two other transporters that also transport glutamine, and both of them have been shown to be up-regulated in specific cancers; these transporters are SLC1A5 and SLC7A5 \[[@BCJ-477-1409C13]\]. Both are obligatory exchangers. Nicklin et al. \[[@BCJ-477-1409C37]\] proposed that these two transporters are functionally coupled in tumor cells with a net result of mTOR activation. It appears that tumor promotion by this functional coupling between SLC1A5 and SLC7A5 is all related to mTOR activation but little to do with amino acid nutrition. It has to be noted, however, that a more recent study has shown that SLC1A5 is able to promote tumor growth even when it is not functionally coupled to SLC7A5 \[[@BCJ-477-1409C15]\]. Another amino acid transporter that has received increasing attention with regard to tumor growth is SLC7A11, also known as xCT or cystine/glutamate exchanger \[[@BCJ-477-1409C38],[@BCJ-477-1409C39]\]. The focus on this transporter as a tumor promoter is even more interesting because it has nothing to do with amino acid nutrition. This transporter is an exchanger and mediates the entry of cystine into cells coupled to the efflux of glutamate out of the cells \[[@BCJ-477-1409C40]\]. As cysteine is the limiting amino acid for the synthesis of the antioxidant glutathione, SLC7A11 plays an essential role in providing this limiting amino acid in the form of cystine and thus promotes the activity of the antioxidant machinery in cancer cells. With this mode of action, SLC7A11 also provides protection against iron-induced cell death pathway ferroptosis \[[@BCJ-477-1409C41]\]. As tumor cells accumulate iron to support their growth, these cells are at risk for ferroptosis-mediated cell death; up-regulation of SLC7A11 prevents ferroptosis even in the presence of increased levels of iron within the cells. In fact, one of the unique features of SLC7A11 is its up-regulation in cells when subjected to oxidative stress \[[@BCJ-477-1409C42]\] and nitrosative stress \[[@BCJ-477-1409C43]\].

SLC6A14 is a high-capacity, concentrative, transporter. Leucine, the most effective activator of mTOR, is an excellent substrate for SLC6A14. As such, SLC6A14 is able to accumulate leucine in cancer cells for mTOR activation. There is also the potential for SLC6A14 to be involved in cellular glutathione synthesis due to its ability to transport glycine, a constituent of glutathione. Taken collectively, the functional features of SLC6A14 ensure optimal amino acid nutrition, mTOR activation, and protection against oxidative stress to support tumor cell growth and proliferation.

While it has been shown convincingly that SLC1A5, SLC7A5, SLC7A11, and SLC6A14 are all up-regulated in specific cancer types, molecular mechanisms underlying this up-regulation remain to be explored in greater detail. With regard to SLC1A5 and SLC7A5, the oncogene MYC appears to be at least one of the drivers of up-regulation \[[@BCJ-477-1409C44],[@BCJ-477-1409C45]\]. In the present study, we investigated the molecular mechanism associated with the up-regulation of SLC6A14 in colon cancer. An accumulating body of evidence suggests that TCF4/β-catenin-mediated canonical Wnt signaling pathway is predominantly altered in colon cancer \[[@BCJ-477-1409C46]\]. We thought that *SLC6A14* could be one of the genes up-regulated at the transcriptional level by TCF4/β-catenin in colon cancer. Our present studies have shown that it indeed is the case.

In the present study, we used a small molecule blocker of SLC6A14 to assess the impact on colon cancer using three different mouse models: xenograft of human colon cancer cells in immunocompromised nude mice, syngeneic transplantation of mouse colon cancer cells in immunocompetent mice, and experimentally induced spontaneous colon cancer in mice. In all three approaches, blockade of SLC6A14 by α-MT suppressed colon cancer. With 2 mg/ml in drinking water, we have shown in a previously published study that the plasma levels of α-MT is ∼10 μM \[[@BCJ-477-1409C20]\]. As the blocker was used in the form of [d]{.smallcaps}/[l]{.smallcaps} enantiomeric mixture, the dose in drinking water was actually 1 mg/ml for the [l]{.smallcaps}-enantiomer, the likely active form. The dose of 1 mg/ml in drinking water in mice (25 g body weight) translates approximately to a human dose of 600 mg per day for a person with 60 kg body weight, assuming an intake of 3 ml drinking water per day in mice and 100% oral bioavailability of the drug \[[@BCJ-477-1409C50]\]; this calculation takes into account the marked difference between mice and humans in body surface area per given body weight. These data identify α-MT as a potential drug for the treatment of colon cancer; it could also be effective for other SLC6A14-positive cancers.

Summary Statement {#s5}
=================

The amino acid transporter SLC6A14 is up-regulated in colon cancer in humans, at least partly via Wnt signaling, and deletion or pharmacologic inhibition of the transporter in mice protects against colon cancer; these studies identify SLC6A14 as a potential drug target for colon cancer treatment.
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